**To the Editor:** Torquetenovirus (TTV) and torquetenominivirus (TTMV) are characterized by a small, negative-sense, circular, single-stranded DNA genome and by an extraordinary ability to produce chronic plasma viremia. Indeed, \>80% of humans harbor variably high viral loads of TTV, TTMV, or both, in plasma, regardless of geographic provenance, age, sex, and health conditions ([@R1]). Currently, TTV and TTMV are classified as distinct species in the floating (although closely linked to the family *Circoviridae*) genus *Anellovirus*, but their extreme genetic heterogeneity and some distinctive features in genomic organization have led some to suggest that they should be classified as an independent family ([@R2]*,*[@R3]). Most recently, after examining serum specimens from patients with symptoms of an acute viral infection by using DNase sequence-independent single-primer amplification, Jones et al. ([@R4]) identified, among other viruses, 2 novel TTV- and TTMV-like agents. Because of their even smaller genomes (≈2.4 and 2.6 kb vs. 3.6--3.8 kb for TTV and 2.8--2.9 kb for TTMV), these agents were named small anelloviruses (SAVs).

Because tissue culture and serologic methods are not yet available, diagnosis of anellovirus infection relies exclusively on viral DNA detection. We tested 55 Italian hepatitis C patients (mean age 56 ± 14 years, male/female ratio 30/25, 53 TTV positive) and, for comparison, 35 healthy donors (mean age 36 ± 12 years, male/female ratio 17/18, 33 TTV positive) for SAV in plasma by using the polymerase chain reaction (PCR) primers described by Jones et al. ([@R4]), followed by direct amplicon sequencing. To increase assay sensitivity, a heminested PCR format was adopted that used a sense primer designed in a segment of the untranslated region that is highly conserved among all anelloviruses (5´-TCAAGGGGC AATTCGGGCT-3´). We found 5 positive results among the hepatitis C patients (9.1%, all of whom were TTV positive) and 3 positive results among healthy controls (8.6%); and all were confirmed by sequence data.

The amino acid sequences inferred from the coding segment of the amplicon of SAV in this study and the corresponding sequences of the 10 SAV in GenBank at the time of this writing were then aligned with representative TTV and TTMV sequences ([Figure A1](#FA.1){ref-type="fig"}). This method allowed us to identify the motif WX~7~HX~3~CXCX~5~H, which is highly characteristic of the open reading frame 2 (ORF2) of anelloviruses ([@R5]), in all SAVs. SAV sequences, as well as a large number of TTVs and all TTMVs, were then used to construct a phylogenetic tree and to calculate the extent of genetic divergence within SAV, TTV, and TTMV. Although a precise phylogenetic description will require the analysis of full-length ORF2, the SAV sequences clustered quite separately from those of TTV and TTMV, and the extent of divergence observed among SAV was huge and in the same range as among TTV or TTMV. Furthermore, SAVs obtained from hepatitis C patients and healthy participants were intermingled ([Figure A2](#FA.2){ref-type="fig"}).

While this study was under way, Biagini et al. reported a 12% prevalence of SAV viremia in French blood donors ([@R6]). Our results confirm the high prevalence of SAV viremia in healthy persons and extend the finding to hepatitis C patients. Our data, combined with those of Biagini et al., indicate that, since SAV clusters separately from previously identified anelloviruses, it should be considered a distinct species (or possibly genus). This would increase the already high genetic diversity of anelloviruses, further arguing for the appropriateness of creating a separate viral family.

Because the clinical and viral parameters of hepatitis C in SAV-positive patients were not significantly different from those in the SAV-negative patients (data not shown), our results suggest that, similar to TTV ([@R7]), SAV has little or no effect on the course of hepatitis C. Although anelloviruses have not yet been definitely linked to any specific disease, evidence is growing that they might be involved in acute respiratory diseases in children ([@R8]*,*[@R9]). Furthermore, a florid TTV replication in the respiratory tract correlated with severity of lung impairment in children with asthma ([@R10]). A precise appreciation of the wide range of viruses classified within the anelloviruses is a prerequisite to understanding such disease associations and the disease-inducing potential of these viruses in general.
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![Amino acid sequences of the small anellovirus (SAV) obtained in the present study (arrows show accession nos. DQ409192 to DQ409199). GI, TE, and GA were from healthy donors; FI, RI, BE, DF, and DT were from hepatitis C patients. The sequences are aligned with all SAV present in GenBank at the time of writing and with representative torquetenovirus (TTV) and torquetenominivirus (TTMV) isolates. ClustalW alignments were manually edited and trimmed to eliminate poorly aligned positions and reduce homoplasy. As evaluated by Motif Scan and ProtParam analyses, the sequences were found to share similar properties (e.g., hydrophobicity profile, theoretical isoelectric point), irrespective of viral species. The WX~7~HX~3~CXCX~5~H motif highly characteristic of the open reading frame 2 of anelloviruses is indicated by asterisks.](06-0234-FA1){#FA.1}

![Amino acid sequences of the small anellovirus (SAV) obtained in the present study (arrows show accession nos. DQ409192 to DQ409199). GI, TE, and GA were from healthy donors; FI, RI, BE, DF, and DT were from hepatitis C patients. Evolutionary relationships between and within the 3 anelloviruses, torquetenovirus (TTV), torquetenominivirus (TTMV), and small anellovirus (SAV) are shown. Analysis is based on the 18 amino acid (aa) sequences of SAV above (75--104 aa), 46 open reading frame 2 (ORF2) amino acid sequences representative of the 5 TTV genogroups (96--104 aa), and 10 ORF2 amino acid sequences of TTMV (92--95 aa). Branching pattern was obtained by the FastME algorithm included in DAMBE software package (version 4.2.13). Bootstrap resampling was used to test the robustness of the tree, and bootstrap values \>800 of 1,000 replicates are shown at the major branch points. The tree was drawn by the Treeview software (version 1.6.6). The ORF2 (110 aa) of porcine circovirus 2 was used as outgroup. Mean and range percentage amino acid distances within each of the 3 anelloviruses are shown in parentheses next to the virus names. Scale bar indicates the estimated number of amino acid substitutions per site.](06-0234-FA2){#FA.2}
